Running Head: Silver staining
A total extract from human monocytes was separated by 2D-PAGE (first IEF dimension: 4-8 linear pH gradient, second dimension: SDS-polyacrylamide gel (10% T)), and silver stained (protocol 1). Prior to separation, a variable amount of a semi-purified preparation of peroxiredoxin 2 (prx2) was added to the monocyte extract. The prx2 spot is shown by an arrow in the gel excerpts shown on the figure. A: no prx2 added. B: 2.5 µl prx2 added. C: 5 µl prx2 added. D: 10 µl prx2 added. E: 20 µl prx2 added. The gels were then analyzed by the Delta 2D soltware (Decodon, Greifswald, Germany) and the amount of prx2 determined (in ppm of the total spots intensities). The results are shown in the bottom part of the figure. Fig. 4 : A total cell extract from J774 cells was separated in quadruplicate by 2D-PAGE (first IEF dimension: 4-8 linear pH gradient, second dimension: SDS-polyacrylamide gel (10% T)). One four-gel series was stained with silver and formaldehyde developer (protocol 1) and is shown on the top row. The second series was stained with silver and aldose developer (protocol 2) and is shown on the second row. The gels were then analyzed with the Delta 2D software (Decodon) and the relative standard deviation (rsd) was calculated for each spot and is then plotted as a distribution graph (bottom part of the figure). The median of the rsd was calculated, and gives a measure of the variability of the process. This rsd plot is also shown for Coomassie Blue-stained gels for comparison.
